Total tyrosine kinase activity was assist using tyrosine kinase ELISA kit Capacitated and progesterone treated spermatozoa (10×10 6 /ml) were solubilized in lysis buffer (50 mM HEPES buffer, pH 7.4, containing 0.1 % TRITON X-100, 10% glycerol, 1 mM dithiothreitol , protease inhibitor and cocktail phosphatase inhibitor cocktail) provided in the kit, sonicated and centrifuged and protein content was estimated. Kinase activity was determined in the supernatants using a synthetic peptide polyGlu-Tyr (PGT) as substrate provided in the kit.
For the PTK assay standard and test samples were incubated Tyrosine Kinase 0.3 mM ATP at room temperature for 30 minutes. After repeated washing with wash buffer the antibody conjugate (1:100 diluted) was added in each well and incubated for 30 minutes at room temperature. After extensive washing, freshly prepared peroxidase substrate solution was added to each well and incubate for exactly 7 minutes, in the dark. The reaction was stopped by adding NH2SO4 and the plate was read in an ELISA reader set at 492 nm. 
